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3 Author for correspondence: bdemenou@ulb. Microsatellite marker data analysis-We evaluated the quality of these 18 microsatellite markers in three populations of A. macrophylla from southern Benin (N = 19), southern Liberia (N = 35), and eastern Cameroon (N = 28) (Appendix 1). Multiplex PCR reactions were carried out as described above to check polymorphism except that we added 3 μL of 5× Qsolution and readjusted the quantity of H 2 O for a total volume of 15 μL. Multiplex PCR programs consisted of 94°C (5 min); followed by 22 cycles of 95°C (30 s), 56°C (90 s), and 72°C (1 min); followed by 10 cycles of 94°C (30 s), 53°C (90 s), and 72°C (1 min); and a final extension of 10 min at 72°C.
We computed the parameters of allele size range, observed number of alleles (A) per locus, observed (H o ) and expected (H e ) heterozygosities, inbreeding coefficient (F), and null allele frequencies (r) with INEst 1.0 (Chybicki and Burczyk, 2009 ) for each locus and population. We also tested deviation from Hardy-Weinberg equilibrium (HWE) for each locus with SPAGeDi (Hardy and Vekemans, 2002) .
The number of alleles per locus ranged from two to 24 (average of 11.9 alleles per locus; Table 2 ). H o and H e ranged from 0 to 0.74 (average: 0.38) and from 0.05 to 0.89 (average: 0.48) for the Benin population, from 0 to 0.86 (average: 0.41) and from 0 to 0.93 (average: 0.58) for the Liberia population, and from 0 to 0.75 (average: 0.43) and from 0.04 to 0.89 (average: 0.63) for the Cameroon population (Table 2) , repectively. Significant deviation from HWE (Table 2) was observed for four loci (AntM-ssr08, AntM-ssr09, AntM-ssr27, and AntM-ssr06) in the Benin population, for seven loci (AntM-ssr26, AntM-ssr42, AntM-ssr09, AntM-ssr04, AntM-ssr33, of DNA (ca. 50 ng/μL), 1.5 μL PCR buffer (10×), 0.6 μL MgCl 2 (25 mM), 0.45 μL dNTP (10 mM each), 0.3 μL of each primer (0.25 μM), 0.08 μL TopTaq DNA polymerase (5 U/μL; QIAGEN, Venlo, The Netherlands), and 8.77 μL H 2 O using the following conditions: an initial step at 94°C for 4 min; followed by 30 cycles of 30 s at 94°C, 45 s at a primer annealing temperature of 55°C, and 1 min at 72°C; and a final extension of 10 min at 72°C. PCR products were visualized on a 1% agarose gel and stained with SYBR Safe (Invitrogen, Merelbeke, Belgium).
All but two of the 48 primer pairs amplified consistently. Polymorphism was assessed on the same three previously amplified individuals (Appendix 1). For this step, PCR amplification was performed for each of 46 loci with fluorescent labeling in a total volume of 15 μL, combining: 0.3 μL of the reverse (0.2 μM) and 0.1 μL of the forward (0.07 μM) microsatellite primers with a Q1-Q4 universal sequence at the 5′ end, 0.3 μL of Q1-Q4 labeled primer (0.2 μM each), 3 μL of Type-it Microsatellite PCR Kit (QIAGEN), H 2 O, and 1.5 µL of DNA. Cycling conditions were as described above with 30 cycles and primer annealing temperature of 55°C. A mix of 1 µL of each PCR product with 12 µL of Hi-Di Formamide (Life Technologies, Carlsbad, California, USA) and 0.3 µL of MapMarker 500 labeled with DY-632 (Eurogentec, Seraing, Belgium) was run on an ABI3730 Capillary Sequencer (Applied Biosystems, Lennik, The Netherlands). Electropherograms were analyzed with GeneMapper version 3.7 (Applied Biosystems). Twenty-eight loci were discarded because of lack of amplification, genotyping difficulties, or unreadable electropherograms. The remaining 18 selected polymorphic loci were combined into three multiplexed reactions (Table 1) using Multiplex Manager 1.0 software (Holleley and Geerts, 2009 Significant deviation from Hardy-Weinberg equilibrium: *P < 0.05, **P < 0.01, ***P < 0.001. AntM-ssr21, and AntM-ssr06) in the Liberia population, and for nine loci (AntM-ssr26, AntM-ssr08, AntM-ssr42, AntM-ssr27, AntM-ssr39, AntMssr02, AntM-ssr43, AntM-ssr16, and AntM-ssr06) in the Cameroon population due to the presence of null alleles. After accounting for the effect of null alleles, INEst inferred no inbreeding across populations (F = 0.00 ± 0.00), indicating an outcrossing mating system. The sequences of the developed microsatellite loci have been deposited in the National Center for Biotechnology Information (NCBI) Sequence Read Archive (Bioproject ID PRJNA352928).
Cross-amplification in 15 congeneric Anthonotha species-The selected loci were then tested in one to nine individuals of 15 other Anthonotha species (Table 3 ) using the PCR conditions described above to check their transferability. Among the 18 loci, six to 17 (mean: 13) successfully amplified depending on the species and displayed one to nine alleles per locus (results not shown). The allelic size varies among species for a given locus, but a few alleles are shared by up to 10 species (e.g., alleles 158 and 160 for locus AntM-ssr21, alleles 205 and 207 for locus AntM-ssr39, alleles 213 and 215 for AntM-ssr15). Private allelic richness (average over loci) computed with HP-rare 1.1 (Kalinowski, 2005) for each species indicated that A. pellegrinii Aubrév. shows the highest value (0.28), followed by A. gilletii (De Wild.) J. Léonard (0.18), A. cladantha (Harms) J. Léonard (0.17), and A. noldeae (Rossberg) Exell & Hillc. (0.17); therefore, these species are likely the most divergent with A. macrophylla. According to the data of this study, no allele of a given locus is shared by all species.
CONCLUSIONS
In this study, 18 polymorphic microsatellite markers were developed for A. macrophylla. This set of microsatellite markers showed its tranferability in most of 15 congeneric species. These microsatellite markers and those published on T. superba will be useful for investigating phylogeographic patterns, dispersal patterns, and demographic history of Anthonotha species to provide a better understanding of the fragmentation history of tropical African rainforests in the Dahomey Gap. With them, one can start to disseminate, for example, paleovegetative information for this region.
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